61 containing mainly α-helices with only one β-tongue that transforms into α-helical 62 elements in the pore complexes Wallace et al., 2000) .
63
Various low-resolution EM analyses suggest that the ClyA pore complexes 64 form 6-, 8-or 13-fold symmetrical structures (Eifler et Table S1 ). 
241
We examined whether ClyA formed visible pore complexes on the same 242 liposomes used in our leakage assay by negative staining. As shown in Figure S9C , 243 ClyA did not form obvious pore structures on POPC-DOPS liposomes, even though we 244 observed dramatic leakage activity (Figure S9A ). Since the protein tested contained an 245 N-terminal affinity purification tag (21 amino acids), which would relocate from the 246 outside of membrane to the inside and may impede pore complex formation, we removed 247 the tag and tested ClyA (-tag). In the presence of DDM, the tag-free ClyA protein formed 248 pores similar to those formed by the tagged protein, as expected, based on the 249 fluorescence emission spectra ( Figure S8D ). Even at a higher concentration (5 μM), 
